. Staining protocol and interaction of the hematein-based X-ray stain with soft tissue. (A) The developed hematein-based staining procedure shows the individual steps involved including incubation and staining times. Staining step 1 was conducted using lead(II) acetate trihydrate as the heavy metal source. The lead(II) acetate trihydrate was dissolved in distilled water (c = 666 mM) and is referred to as working solution (A) (WS (A)). The staining step 2 involved a hematein solution in absolute ethanol (WS (B), 10% (w/v); c = 333 mM), which was derived from hematoxylin and was added to WS (A). More details concerning the entire staining protocol are described in the Materials and Methods section. (B) The positively charged hematein lead(II) complex (purple), which is built in situ in the soft-tissue sample, is interacting with the negatively charged phosphate backbone of the DNA (orange) present in the nucleus of the cell. The selective interaction of the hematein lead(II) complex with the DNA is achieved by acidification of the soft tissue during fixation or before staining and allows for a higher accumulation of the hematein lead(II) complex within the cell nucleus.
